Supporting Information
: (A) Macroscopic appearance of rhodamine B stained colonies of human epidermal keratinocytes after 12 days of culture, according to Rheinwald and Green (1975) Figure S2 : (A) Immunofluorescence with ERK1/2 and phosphorylated ERK1/2 (pERK1/2) antibodies in growing and terminal keratinocyte colonies. After 5 min, EGF strongly induced ERK1/2 phosphorylation in both growing and terminal colonies, while it was inhibited by U0126 (10 M). Scale bar: 50 m. (B) Relative increase in colony area after addition of EGF in presence of DMSO (vehicle), and PD98059 (50 M). (C) Western blotting of lysates from keratinocytes exposed to various inhibitors. After 30 min, EGF induced phosphorylation of EGFR, ERK1/2 and MLC in keratinocytes. (D) Growing and terminal colonies were immunostained with a fluorescent phosphorylated MLC (pMLC) antibody. After 30 min, EGF induced strong MLC phosphorylation in both growing and terminal colonies, while it was inhibited by U0126 or ML7. Scale bar: 50 m. (E) Western blotting of lysates from keratinocytes exposed to rapamycin for 1 hour or 3 days. After 30 min, EGF induced phosphorylation of ERK1/2, S6K1, Akt and MLC in keratinocytes. However, long-, but not short-, term treatment of keratinocytes with rapamycin decreased EGF-induced MLC phosphorylation. We confirmed that short-term rapamycin treatment inhibited mTORC1 activity (S6K1 phosphorylation), and that the long-term treatment inhibited both mTORC1 and mTORC2 activity (Akt Ser473 phosphorylation). (F) Western blotting of lysates from keratinocytes exposed to BSA (vehicle) or EGF for 30 min. We confirmed that addition of BSA solution did not change the level of phosphorylation of MLC in cultured keratinocytes. Figure S3 : Macroscopic appearance of rhodamine B stained colonies of human epidermal keratinocytes after 12 days of culture. Each signaling inhibitor was added after 4 days of cultivation. Cells were cultured for 8 more days before the colonies were photographed.

The number of colonies (mean ± S.D.) is indicated in each column. Scale bar: 10 mm. Figure S10 and HaCaT cells were maintained for 3 more days, to be then lysed and analyzed the Time-lapse imaging of a growing colony of human epidermal keratinocytes. Images were shot at 5 min intervals for 180 min after addition of EGF.
Supporting Information Movie S2
Time-lapse imaging of a terminal colony of human epidermal keratinocytes. Images were shot at 5 min intervals for 180 min after addition of EGF. 
List of pharmacological inhibitors
